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AMENDED CLAIMS 
[received by the International Bureau on 22 April 1991 (22.04.91); 
original claims 2 and 3 cancelled; 
original claims 1 and 4-15 renumbered as claims 1 and 2-13 

wherein claims 1,11 and 14 are amended; 
claim 16 amended and renumbered as claim IS (5 pages)] 

1. A method of isolating from a mixture of 
cDNA fragments tvo or mors specific gDNA fragments which 

5 are homologous to a contiguous region of genomic DNA, 
comprising 

obtaining the contiguous region of genomic DNA, 
preparing the mixture of cDNA fragments to 
contain end-terminal priming sequences ; 
XO denaturing the fragments of the mixture to 

produce single fragment strands with end-terminal priming 
sequences, 

isolating from said mixture of fragments in 
single-strand form, those single fragment strands which 
15 hybridize to the contiguous region of genomic DNA, 

hybridizing the single fragment strands which 
are homologous to the genomic region with a primer whose 
sequence is complementary to said end-terminal priming 
sequences on each fragment strand, to form strand/primer 
20 complexes, 

converting the strand/primer complexes to 
double-strand fragments in the presence of polymerase and 
deoxynucleot ides , 

denaturing the double-strand fragments, and 
25 repeating said hybridizing, converting, and 

denaturing steps until a desired degree of cDNA 
amplification is achieved* 

2. The method of claim 1, wherein the 
30 contiguous genomic DNA section is bound to a solid 

support. 



35 



3. The method of claim 1, wherein the 
contiguous genomic DNA section is contained in yeast 
artificial chromosomes. 
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4. The method of claim 1, wherein the 
contiguous genomic DNA section represents the bovine 
leukosis virus genome and the mixture of cDNA species is 

5 a cDNA library made from mRNA obtained from a cell line 
infected with a virus derived from cell line 10C9. 

5. The method of claim 1, for use in 
identifying cDNAs which correspond to genes located in 

10 the same chromosomal region as a known gene, wherein said 
genomic fragments are obtained by 

(a) preparative size fractionating of genomic 
DNA fragments containing the known gene, 

(b) ligating linkers to the genomic DNA 
15 fragments, which are useful as primers for sequence- 
independent amplification, to the ends of the DNA 
fragments and digesting with a restriction enzyme to 
eliminate the presence of redundant linkers on the ends 
of the DNA fragments, 

20 (c) mixing the DNA fragments with DNA 

polymerase, all four deoxyribonucleotides , and primers 
homologous to the linkers present on the ends of the DNA 

fragments , and 

(d) reacting the mixture under conditions to 
25 produce sequence-independent amplification of the DNA 
fragments . 

6. The method of claim 5, wherein the 
preparative size fractionating of genomic DNA fragments 

30 containing the known gene involves identification of the 
DNA fragments of interest by adding primers homologous to 
the known gene, DNA polymerase, and all four 
deoxyribonucleotides, to the gel matrix and treating the 
gel matrix under conditions which promote amplification 

35 of the region of the known gene defined by the primers. 
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7. The method of claim 1, wherein the known 
gene is a growth factor or growth factor receptor gene. 

5 8* The method of claim 1 , wherein the known 

gene is an interleukin. 

9. The method of claim 8, wherein the known 
gene is IL-5 and the mixture of cDNA species is a T-cell 

• 10 cDNA library. 

10. The method of claim 7, wherein the known 
gene is erythropoietin and the mixture of cDNA species is 
a renal cDNA library. 

15 

11. The method of claim 1, wherein said 
preparing of cDNA species to contain end-terminal priming 
sequences includes 

attaching a double-strand linker to the 
20 fragments of the cDNA mixture, 

denaturing the fragments to produce single 
fragment strands with linker-strand ends, where the 
linker-strand ends serve as end-terminal priming 
sequences , 

25 hybridizing the single strands with a primer 

whose sequence is complementary to a linker-strand end on 
each fragment strand, to form strand/primer complexes, 

converting the strand/ primer complexes to 
double-strand fragments in the presence of polymerase and 
30 deoxynucleotides, and 

repeating said denaturing, hybridizing, and 
converting steps until a desired degree of amplification 
is achieved. 
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12. The method of claim 1, wherein said 
preparing of cDNA species to contain end-teriainal priming 
sequences includes the cloning of the.cDNA species into a 

5 suitable vector and using the known 5' and 3' vector 
sequences, which flank the cDNA insert, as end-terminal 
priming sequences. 

13. The method of claim 12, wherein said 

10 preparing further includes the amplification of the cDNA 
species by mixing the cDNA species containing said end- 
terminal priming sequences with DNA polymerase, all four 
deoxyribonucleotide triphosphates, and primers homologous 
to the CDNA end-terminal priming sequences, and reacting 

15 the mixture ^der conditions to produce sequence- 
independent Amplification of the single-stranded cDNA 
species. 



20 



14. The method of claim 1, which further 
includes cloning the amplified specific cDNAs into a 
vector . 



15. A method of cloning two or more cDNA 
species which are homologous to a contiguous region of 
25 genomic DNA and are selected from a mixture of cDNA 
species, said method comprising, 

(a) preparing cDNA species to contain end- 
terminal priming sequences, 

(b) isolating single-stranded cDNA species on 
30 the basis of their hybridization to a first set of 

selected genomic fragments, 

(c) mixing the isolated single-stranded cDNA 
species with DNA polymerase, all four deoxyribonucleotide 
triphosphates, and primers homologous to the cDNA end- 

35 terminal priming sequences. 
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(d) reacting the mixture under conditions to 
produce sequence-independent amplification of the single 
stranded cDNA species, 

(e) isolating single-stranded cDNA species, 
5 from the mixture of step (d) , on the basis of their 

hybridization to a second set of selected genomic 
fragments , 

(f) mixing the isolated single-stranded cDNA 
species of step (e) with DNA polymerase, all four 

10 deoxyribonucleotide triphosphates, and primers homologou 
to the CDNA end-terminal priming sequences, 

(g) reacting the mixture under conditions to 
produce sequence-independent amplification of the single 
stranded cDNA species, 

15 (h) cloning the amplified cDNA species into a 

vector . 



